. The previously used marker, GFP-CHD, generates stabilized actin structures. (A) Mixture of LAGFP Pcp1p-mCh cells (MBY6658) and nmt41-GFP-CHD mCh-Atb2p cells (MBY7132) treated with DMSO or LatA. nmt41-GFP-CHD mCh-Atb2p cells were induced in complete minimal medium for 22-24 h and mixed with equal amount of LAGFP Pcp1p-mCh cells just before LatA treatment. The mixing ensured that the LatA treatment regimen was identical in both strains. Live-cell images were taken immediately after LatA treatment for 12-30 min. DMSO was used as control and as a solution to dissolve LatA. White dashed boxes are enlarged on the right. Yellow arrows show the LAGFP Pcp1p-mCh cells, in which F-actin is more completely lost upon LatA treatment, compared with the GFP-CHD strain in which F-actin persists. (right) LAGFP is in green, and mCh-Atb2p is in red. Frames were collected every 15 s. Yellow asterisks show nonmedially assembled actin cables migrating to the medial region during ring assembly. Bars, 5 µm. For the whole video, frame rate is five frames per second.
Video 3. Actin cables migrated from the nonmedial region toward the middle during ring assembly in nmt1-wee1-50 adf1-1 LAGFP cells. Images were either acquired by time-lapse spinning-disk microscopy (right; Eclipse Ti microscope; microLAMBDA) or an optimized time-lapse spinning-disk microscopy (left; Axiovert 200M microscope) at 36°C. LAGFP is in black. Red asterisks show cables migrating from the nonmedial region to the cell middle. In both images, frames were collected every 30 s. Related to Fig. 2 D. Bars, 5 µm. For the whole video, frame rate is three frames per second.
Video 4. TIRF video of actin dynamics in a mitotic LAGFP mCh-Atb2p cell. Images were acquired by a customized time-lapse TIRFM (TILL Photonics based on an automated iMic stand and an Olympus 1.45 NA 100× objective) at 24°C. Frames were collected every 2 s. Related to Fig. 2 I. For the whole video, frame rate is 15 frames per second.
Video 5. Nonmedial actin cables can also be observed in wt cells expressing Utr-CH-GFP mCh-Atb2p or Pact1-GFP-CHD. Images were either acquired by time-lapse spinning-disk microscopy (right; Eclipse Ti microscope; microLAMBDA) or an optimized time-lapse spinning-disk microscopy (left; Axiovert 200M microscope) at 24°C. (left) Related to Fig. 4 A. (right) Pact1-GFP-CHD is in black. Related to Fig. 4 E. In both panels, frames were collected every 25 s. For the whole video, frame rate is six frames per second.
Video 6. Nonmedial actin cables migrate toward the middle cdc25-22 Pact1-GFP-CHD mCh-Atb2p cells. Images were acquired by time-lapse spinning-disk microscopy (Eclipse Ti microscope; microLAMBDA) at 24°C. LAGFP is in black. Red asterisks show cables migrating from the nonmedial region toward the middle. Frames were collected every 15 s. Related to Fig. 4 F. Bars, 5 µm. For the whole video, frame rate is three frames per second.
Video 7. Nonmedial actin cables migrate toward the middle in released cdc25-22 Rlc1p-3GFP LAmCh cell. Single-plane images were acquired by time-lapse spinning-disk microscopy (Nikon ECLIPSE Ti microscope; microLAMBDA) at 24°C. LAmCh is in red, and Rlc1p-3GFP is in green. Red asterisks show the migration of a nonmedial cable toward the middle. Frames were collected every 1.3 s. Related to Fig. 5 A. For the whole video, frame rate is six frames per second. Images were acquired by optimized time-lapse spinning-disk microscopy (Axiovert 200M microscope) at 24°C. In both images, cells were germinated from spores. In both images, frames were collected every 25 s. For the whole video, frame rate is 10 frames per second. Related to Fig. 6 (J-L) .
Video 10. Single-plane videos of LAGFP mCh-Atb2p, myo2-E1 LAGFP mCh-Atb2p, and myo2-E1 myo51 LAGFP mCh-Atb2p cells. Single-plane images were acquired by time-lapse spinning-disk microscopy (Eclipse Ti microscope; microLAMBDA) at 36°C. Cells were shifted to 36°C for 4 h before imaging. Differential interference contrast and mCh-Atb2p (red) images of the cells were taken before the start of the videos. LAGFP is shown in black. In all images, frames were collected every 5 s. For the whole video, frame rate is 10 frames per second. Related to Fig. 8 (D and E) . 
